Background: The goal of linkage analysis is to determine the chromosomal location of the gene(s) for a trait of interest such as a common disease. Three-locus linkage analysis is an important case of multi-locus problems. Solutions can be found analytically for the case of triple backcross mating. However, in the present study of linkage analysis and gene mapping some natural inequality restrictions on parameters have not been considered sufficiently, when the maximum likelihood estimates (MLEs) of the two-locus recombination fractions are calculated.
Background
Molecular genetics has made much progress in recent years, among which linkage analysis fulfills an important role. Genetic linkage refers to the ordering of genetic loci on a chromosome and to estimating genetic distances among them, where these distances are determined on the basis of a statistical phenomenon. Statistical machinery has been used to analyze family data and to detect linkage [1] [2] [3] [4] . The degree of linkage can be measured by recombination fraction. The proportion of recombinant haplotypes (or offspring) potentially produced by a doubly heterozygous parent is called recombination fraction, which is also the probability of occurrence of a recombination. Many map functions under different assumptions have been derived [5] [6] [7] , from which the genetic distance and the recombination fraction can be mutually transformed. Human gene mapping is now an important field of science. A critical first step in finding gene loci that contribute to a genetic trait is to demonstrate linkage with a gene of known location (marker). So estimating the recombination fractions is important in linkage analysis.
In several respects, three-locus analysis yields more information than does two-locus analysis [8] [9] [10] [11] . Three-locus linkage analysis is also an important case of multi-locus problems. Methods for detecting multilocus linkage in humans and estimation of recombination have been proposed by Lathrop et al. [12] , and Lathrop [13] . More recently, Ott [3] has considered the estimation of twolocus recombination fractions for phase-unknown triple backcross families with two offspring in each family. The author gave the presentations of the estimates of the twolocus recombination fractions. Wu et al. [9] considered simultaneous estimation of linkage and linkage phases in outcrossing species. However, as mentioned in Ott [3] , the estimates suggested by the author may not satisfy some natural restrictions which two-locus recombination fractions should satisfy in fact. One may not obtain a reasonable interpretation on the recombination phenomenon among loci based on the estimates. Furthermore, illegimate estimates of recombination fractions may also reduce the power to detect linkage which can provide irresponsible evidence to the researchers. In addition, the restrictions on recombination fractions given in the context are necessary in linkage analysis. For example, they can be applied to determine the locus order on the chromosome [9] [10] [11] .
This estimation problem of two-locus recombination fractions in three-locus linkage analysis belongs to the constrained parameter problems which are not only important but also appear in many areas. The reader is referred to [14] [15] [16] [17] . However, the methods provided in the literatures cannot be directly applied to the above genetics problem.
Motivated by this unsolved problem that the restrictions on recombination fractions have not been considered sufficiently, in this paper, we consider the estimation of the two-locus recombination fractions under some natural and necessary restrictions. We develop a restricted EM algorithm, called REM, which gives estimating results through taking account of the natural inequality restrictions on the two-locus recombination fractions, and the algorithm has been implemented by computer. Moreover, this algorithm can be easily generalized to other cases, and the REM performs well as a unified approach. Simulation studies show that our new method works well in each scenario and has advantages over current method, in other words, the major advantages of our method is its robustness and efficiency. An example is used to validate the application of our method to linkage analysis.
Methods
Consider three biallele marker loci, where alleles are designed as A, a; B, b; C, c at loci A, B, C, respectively, with the order of loci being A-B-C. Assume a triply homozygous parent abc/abc, and a triply heterozygous parent (A/a, B/b, C/c). For the latter, there are four possible phases: (I) ABC/abc, (II) ABc/abC, (III) AbC/aBc, (IV) Abc/aBC. As Ott [3] pointed out, under regular conditions (linkage equilibrium), each of these phases occurs with probability 1/4. When it is not the case, we let the prior probability be h i (i = 1, 2, 3, 4) in a later section, and give corresponding feasible approach.
Each offspring only receives haplotype abc from the triply homozygous parent, but receives one of the eight possible kinds of haplotypes from the heterozygous parent, which can be seen at the second column of Table 1 . The last four columns of Table 1 give the conditional probabilities with which the offspring phenotypes occur given the parental phase, and the first column presents the code for each haplotype that we will use. For the phase-unknown triple backcross, each haplotype symbol listed in Table 1 just corresponds to one offspring phenotype of the markers.
Let θ AB , θ BC and θ AC , respectively denote two-locus recombination fractions between loci A and B, between loci B and C, and between loci A and C; g 00 , g 01 , g 10 and g 11 denote joint recombination fractions, where the subscript 1 represents recombination, and 0 represents non-recombination, e.g., g 10 is the probability of single recombinant with a recombination for loci A and B but none for loci B and C. So it is clear that the following equations hold:
Ott [3] groups all possible two-offspring haplotype pairs into four phenotype classes with probability p k (k = 1, 2, 3, 4) according to linkage analysis regulation. These classes are reproduced in Let the total number of families (or sib pairs) observed be n, and the number of families which are grouped into class k be n k (k = 1, 2, 3, 4). Then (n 1 , n 2 , n 3 , n 4 ) is multinomial distributed with probability (p 1 , p 2 , p 3 , p 4 ), and
. The MLEs of p k 's are (k = 1, 2, 3, 4).
Using the function relationships given in equations (1) and Table 2 , as well as the property of MLE, the MLEs of θ AB , θ BC and θ AC can be obtained as Ott [3] . We call this method the unrestricted method that gives unrestricted estimates, and let denote the unrestricted MLE, where
Natural inequality restrictions on parameters
In parameter estimation, not only the data structure but also the restrictions on the parameters should be considered, otherwise the MLEs obtained may be unreasonable. For two-locus recombination fractions, the following ine-
For the given order of loci A-B-C, additional restrictions:
θ AB ≤ θ AC and θ BC ≤ θ AC are required. Combining all these inequalities, the following equivalent restrictions are obtained:
These restrictions are natural and necessary.
Proposed algorithm
In this section, we propose an approach to calculate MLEs of two-locus recombination fractions under restriction (2), which works well in application. From equations (1) and (3, 3) , (4, 4) , (5, 5) , (6,6) (7,7), (8, 8) , (4, 5) , (3, 6) , (2, 7) , (1,8) 2
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(1,3), (2, 4) , (2, 5) , (1, 6) , (4, 7) , (3, 8) , (5, 7) , (6, 8) 10 . n kl have its interpretation, for example, n 11 can be interpreted as the number of the families: (phase I → (1,1) or (8, 8) or (1,8)), or (phase II → (2,2) or (7,7) or (2,7)), or (phase III → (4,4) or (5,5) or (4,5)), or (phase IV → (3,3) or (6, 6) or (3, 6) ), where (phase I → (1,1)) denotes the event that the families have phase I, and the haplotype pairs of their offspring are (1,1), and other notations are analogous to interpret.
Because parameters θ AB , θ BC , and θ AC are equivalent to independent parameters g 10 , g 01 and g 11 , we still consider parameters g 10 , g 01 and g 11 here, and restriction (2) is equivalent to the following restriction (3):
Thus, finding MLE (the restricted MLE of g = (g 10 , g 01 , 
0 01 Compared to the general EM algorithm, the M-step of the REM is a little more complex. It needs some necessary discrimination, then g (s+1) can be obtained based on a (s+1) . Note that g (s+1) has the closed-form solution, so it will largely improve the computational efficiency of the parameters. The restricted EM algorithm is convergent, and the restricted MLE from the proposed restricted EM algorithm is a consistent estimator of the parameter θ. 
, 
Case for more offspring
It is an important fact that more offspring in each family will provide more information in linkage analysis, therefore, and we need to extend the REM algorithm to cases of multiple offspring (sibship) in each family.
We develop a strategy for estimating the two-locus recombination fractions for this case, and the proposed REM algorithm works as a unified method. Taking three-offspring case as an example, we group the observed families into 5 classes according to linkage analysis regulation, with the observed data {n k , k = 1,ʜ, 5}. After data augmentation, we obtain complete data {n kl , k = 1, 2, 3, 4, 5, l = 1, 2, 3, 4}. Furthermore, the conditional expectation of the complete-data log-likelihood is 
Case for unequal prior probabilities of linkage phases
Affected by many factors (e.g., linkage disequilibrium), each phase of a triply heterozygous parent's genotype may in fact not occur with equal prior probability, but the proposed REM can also be applied to the case of unequal phase probability as a unified method. Let each phase occur with probability h i (i = 1, 2, 3, 4), where h i is any fixed number that satisfying 0 ≤ h i ≤ 1, and . In this case, two-offspring family data needs to be grouped into 10 different phenotype classes according to linkage analysis regulation (see Table 3 ), and we can obtain the observed data {n k , k = 1, 2,ʜ, 10}. Then we augment the observed data {n k , k = 1, 2,ʜ, 10} by latent variables {n kl , , where h 1 is the assigned prior probability of phase I. Repeating the similar procedure given in the REM for h i = 1/4 (i = 1, 2, 3, 4), we find that the conditional expectation of the log-likelihood of the complete data still has the form of (4), and only the expressions of the components of a (s+1) are more complex than those given previously. Using the REM algorithm, we can obtain the restricted MLEs of the two-locus recombination fractions easily. 
1 00 2 1 g = (2), and the smaller value and the larger one are near the boundary of the region composed by restriction (2), and the moderate one is inside the region. Since the triply homozygous parent only produces haplotype abc in triple backcross family, we can only consider the sampling from the heterozygous parent. For demonstrate purpose, we give the process of generating data for each θ 0 in detail:
1. According to equal probability 1/4, We randomly assign a linkage phase of the heterozygous parent in one family.
2. Generate two haplotypes of two offspring from the heterozygous parent in the family according to the conditional probabilities given in Table 1 . The haplotype pair (or the family) is easily classified into one of the four classes in Table 2 .
3. Repeat step 1 and 2 for n = 300 times, then data {n k } for n simulated families can be obtained.
In each scenario of our simulations, for each θ 0 , we calculate and by the unrestricted method and the REM, respectively. Repeating the whole process for M = 1000 times, we obtain the averages of and over 1000 replicates by the two methods (see Table 4 ). As expected, the averages of over 1000 replicates agree better with θ 0 than the averages of .
To better show the performance of the REM, we mainly use the following three measures of accuracy to compare and :
1. The number, denoted by KK, for which the unrestricted methods give unreasonable estimates based on 1000 replicates.
2. The standard derivations (SDs) of the estimate ; the ratio of SDs of two kinds of estimates being , i = AB, BC, AC.
The mean absolute error (MAE) of the estimate , where
; the ratio of MAEs being rMAE = MAE( )/MAE( ).
The comparisons of estimations of two-locus recombination fraction by the unrestricted method and the REM are listed in Table 5 . In each scenario, the unrestricted method gives lots of unreasonable results, i.e., the estimates do not satisfy the natural restriction (2) (2), is liable to be near the boundary of the region and hence likely to lie outside the boundary.
However the proposed method can guarantee that must be inside the restriction region at any time.
It is clear to see that our REM outperforms the unrestricted method for estimating two-locus recombination fractions in each simulated scenario. The estimates obtained by the REM have smaller SDs than the unrestricted method, which is more obvious especially at least one of the intervals of AB and BC is loosely linked. This suggests that the accuracy of estimates by the REM is more higher than by the unrestricted method, and that the natural restriction (2) should be taken into account in estimating, otherwise it would have significant impact on the accuracy on practical inference. Compared to , is closer to the true value θ 0 (rMAE > 1 for all groups in Table 5 ).
It also can be seen that the proposed REM is a robust algorithm. The REM can still give better results than the unrestricted method in each scenario even when KK is small (e.g., 1).
Evaluating the effect of interference to estimates
Interference refers to the phenomenon that crossovers in nearby intervals along a chromosome do not occur independently. Let I denote the value of interference. According the definition of interference in Strickberger [21] , we have . To better evaluate the effect of interference to the two kinds of estimations, we consider three scenarios: positive, null and negative interferences. In each scenario, we choose equal θ AC and different θ AB and θ BC corresponding to different interference values (see Table 6 ). For each scenario, we also simulate 300-family data, and the REM and the unrestricted method are applied to the simulated data, respectively. The whole process is repeated for 1000 times to compute the measures of accuracy given previously. The simulation results listed in Table 6 firstly show that the values of KK are very large when there exists positive (or negative) interference, and the values are small when there is no interference, while the REM gives reasonable estimates at any time. That is to say the estimating results by the unrestricted method are much affected by the interference, but the results by our REM is less affected. Secondly, the less fluctuations of SD( ) in scenario 1 (or 3) also validate that the REM is less affected by interference. Finally, the REM outperforms the unrestricted method in each scenario (rSD > 1, rMAE > 1), especially, when negative interference is present.
In addition, we find that the restricted EM estimate is little changed when different starting values are taken. These above results indicate that the use of the REM can yield better performance than the current unrestricted method.
A worked example
We applied our proposed method to a real data set from published literature [22] . The data set comprised of 134 individuals from a backcross of mice. Here we consider the three ordinal marker loci D2Mit365, D2Mit272 and D2Mit456 on the linkage map of chromosome 2, and we still use A, B and C to denote the three loci. According to Table 5 for the explanations.θ AC R 
the genotypes given in the data set, we record a haplotype code of each individual, where the haplotype is from the heterozygous parent. Two individuals are randomly grouped into one family, and we consider they are really from that family, where the treatment will not affect linkage information, because all offspring's genotypes are independent conditional on the genotypes of all parents for the data. Then we obtain n = 67 two-offspring families, and n 1 = 21, n 2 = 17, n 3 = 14 and n 4 = 15 by the classification given in Table 2 . We used the proposed REM and the unrestricted method to estimate the recombination fractions based on (n 1 , n 2 , n 3 , n 4 ). The MLEs of the recombination fractions are = 0.3166, = 0.3738 and = 0.3738; and = 0.3167, = 0.3942 and = 0.3634, respectively. Obviously, the unrestricted estimates do not satisfy the second one of the natural restriction (2), and thus estimates contradict with the true order of the three markers on the linkage map of chromosome 2 [22] . According to our simulation and practical experience, the accuracy of estimation by the REM will improve by increasing sample size or by using the unrestricted estimates as initial values.
Discussion
We developed a restricted EM algorithm to calculate numerically the MLEs of two-locus recombination fractions that initially studied by Ott [3] . The method in Ott [3] may not always provide the parameter estimates satisfying the natural restriction (2), since the approach does not take the inequality restrictions into account. Our method can deal with this problem, and the real data were handled very well with the proposed method.
The performance of the REM is also illustrated using simulated data. Our simulation shows that the unrestricted method gives some unreasonable estimate results in each scenario, and thus such estimates may not provide correct interpretation of the recombination phenomenon in practice. The major advantage of the REM is its robustness and efficiency. The REM can give better results even when the number for which the unrestricted method gives unreasonable estimate results is small (e.g., KK = 1), and our estimates are more precise than those obtained by the unrestricted method. Moreover, the REM is less affected by interference, and the estimate of parameter g in M-step having the closed-form solution largely improves the computational efficiency of the parameter.
On the other hand, noticing the important fact that more offspring in each family can really provide more information in linkage analysis, we develops a strategy for estimating the two-locus recombination fractions when each observed family has more offspring, and the proposed REM algorithm works as a unified method. In practice, the method developed by Lu et al. [10] can be first adopted to obtain the estimates of probabilities h i 's of linkage phases when considering multiple offspring, then the REM is used to obtain the restricted MLEs of recombination fractions, which may improve the estimation precision. It is helpful to construct and analyze a linkage map using this kind of family data.
Recent research in genetics has shown that statistical inference about the two-locus recombination fraction offers an effective approach for constructing and analyzing a linkage map between the genetic marker and the genetic disorders. Reasonable estimates of the recombination fractions are important in gene mapping, especially in interval mapping [23] [24] [25] [26] . Only the reasonable estimate result may identify the actual genes responsible for some trait, and it is feasible to embed the REM into interval mapping to improve the efficiency of mapping.
It is noticed that our analysis is focused on three biallelic loci. The above constrained parameter problem may become complicated if the number of loci is more than three, or some markers may have more alleles than others, for example, in outcrossing plant species. When the number of loci is more than three, we suggest that every three adjacent loci are subject to three-point analysis. We can obtain two different estimates of the recombination fraction for the same marker interval, and a better way to combine these estimates is to take a weighted mean. More alleles for each markers mean more possible linkage phases [10] , which bring some difficulty to linkage analysis, however, the idea of considering the natural restriction (2) on recombination fractions should also be emphasized. Further investigation in this area is warranted. • g ( ) s+1
• g 
